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B-p-2'-Deoxy-2'-fluoro-2’'-C-methylcytidine (PSI-6130) is a potent inhibitor of hepatitis C virus (HCV) RNA
replication in an HCV replicon assay. The 5'-triphosphate of PSI-6130 is a competitive inhibitor of the HCV
RNA-dependent RNA polymerase (RdRp) and acts as a nonobligate chain terminator. Recently, it has been
shown that the metabolism of PSI-6130 also results in the formation of the 5'-triphosphate of the uridine
congener, [3-p-2'-deoxy-2'-fluoro-2'-C-methyluridine (PSI-6206; R0O2433). Here we show that the formation of
the 5'-triphosphate of RO2433 (RO2433-TP) requires the deamination of PSI-6130 monophosphate and that
RO2433 monophosphate is subsequently phosphorylated to the corresponding di- and triphosphates by
cellular UMP-CMP kinase and nucleoside diphosphate kinase, respectively. RO2433-TP is a potent inhibitor
of the HCV RdRp; however, both enzymatic and cell-based assays show that PSI-6130 triphosphate is a more
potent inhibitor of the HCV RdRp than RO2433-TP.

Hepatitis C virus (HCV), a member of the Flaviviridae fam-
ily of viruses, is one of the major causes of liver disease. Nearly
2% of the U.S. population and an estimated 170 million people
worldwide are believed to be infected with HCV (2, 20). Ap-
proximately 80% of infected individuals develop a chronic in-
fection, and long-term chronic HCV infection can lead to liver
cirrhosis and hepatocellular carcinoma (7, 20, 24). The current
standard of care is a combination of pegylated interferon alpha
and ribavirin (2, 6, 8, 21), which produces viral response rates
in approximately 50% of patients infected with genotype 1
virus. Due to the adverse effects associated with both inter-
feron and ribavirin therapy and the lack of an optimal sus-
tained viral response in the majority of patients infected with
HCV, there is a need for more potent anti-HCV compounds
with fewer adverse effects.

The HCV RNA-dependent RNA polymerase (RdRp; the
NSS5B protein) is essential for virus RNA replication and there-
fore represents an attractive target for therapy (3, 11, 14, 15,
25). Since nucleoside analogs form the cornerstone of therapy
against human immunodeficiency virus, hepatitis B virus, and
herpesviruses, such an approach to the treatment of HCV
infection should prove equally effective. Recently, several nu-
cleoside analogs with modifications at either the 2’ or the 4’
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position have demonstrated good activity against HCV in vitro
and in vivo (4, 12, 18).

The discovery and development of nucleoside analogs re-
quire an understanding of the pathways and enzymes involved
in the anabolism of an analog to the active triphosphate form.
We have shown that $-p-2'-deoxy-2'-fluoro-2’-C-methylcyti-
dine (PSI-6130) is a potent and selective inhibitor of HCV
RNA synthesis in an HCV replicon assay (5, 19, 22). Recently,
we reported that PSI-6130 is anabolized to the 5'-triphosphate
by enzymes involved in the deoxycytidine salvage pathway and
that 2'-fluoro-2'-C-methylcytidine 5’'-triphosphate (PSI-6130-
TP) is an inhibitor of the HCV RdRp (19). In vitro metabolism
studies have now shown that in addition to the formation of
PSI-6130-TP, the 5'-triphosphate of the uridine congener, B-D-
2’'-deoxy-2'-fluoro-2'-C-methyluridine 5'-triphosphate (RO2433-
TP), is formed in cells incubated with PSI-6130 (16). In this
report we describe the enzymes involved in the metabolism of
PSI-6130 to RO2433-TP and the kinetics of inhibition of the
HCV RdRp by the UTP metabolite. In addition, we explore
the roles of both PSI-6130-TP and RO2433-TP in the overall
activity of PSI-6130 against the wild-type clone A replicon and
the clone A S282T mutant replicon.

MATERIALS AND METHODS

Enzymes. Human deoxycytidylate deaminase (DCTD) was cloned from
HepG2 cells. Total RNA was isolated from cells grown to 75 to 85% confluence.
Poly(A) RNA was isolated from total RNA by using a Poly(A) Purist MAG kit
(Ambion, Austin, TX), and reverse transcription was performed with 1/10 of the
poly(A) RNA by using a First Strand cDNA kit (Roche Applied Sciences,
Indianapolis, IN) and the reverse primer from the first round of PCR. The target
gene was amplified by a nested PCR procedure. The first round of PCR consisted



VoL. 52, 2008

L [ 1
HO N O HO, N

PSI-6130 R0O2433

MECHANISM OF ACTION OF PSI-1630 459

PSI-7672

FIG. 1. Chemical structures of PSI-6130, RO2433, and PSI-7672.

of 25 cycles with the outer primer pair. A further 35 cycles utilized 2 pl of the
PCR product from the first amplification as the template and the inner primer
pair. The inner primer pair also introduced restriction enzyme sites that allowed
directional cloning. The final PCR product was digested and cloned into the
Escherichia coli expression vector pQE-60 (Qiagen, Valencia, CA), which intro-
duced a six-histidine tail for affinity purification at the carboxyl terminus of the
protein. The resulting product was verified by sequencing, and the construct was
cotransformed into XL1-Blue MRF’ competent E. coli cells (Stratagene, La
Jolla, CA) along with plasmid pRep4, which codes for the lac repressor protein.
The enzyme was purified by metal affinity chromatography with Talon resin
(Clontech, Mountain View, CA). Human cytidine deaminase (CDA) was cloned
from Huh-7 cells. RNA isolation, cDNA preparation, amplification, cloning,
expression, and purification were carried out exactly as described above for
DCTD, except that the appropriate primer pairs were used. The 21-amino-acid
carboxy-terminal truncated NS5B protein was cloned in our laboratory previ-
ously (19, 23). However, the clone expressed very low amounts of the protein,
and the polymerase activity was also low. DNA sequencing analysis showed that
the resulting enzyme contained four different amino acid residues compared to
the consensus wild-type sequence, namely, Arg20, Phe182, Thr215, and Gly402.
These residues were corrected to the consensus residues Lys, Leu, Met, and Arg,
respectively, by using a QuikChange mutagenesis kit (Stratagene). The gene was
inserted into a pET28a vector (Novagen, Inc., Madison, WI) between the Ncol
and HindIII sites. The resulting plasmid, pET28a/NS5B_d21, was verified by
sequencing and was transformed into BL21-gold(DE3) competent cells (Strat-
agene) driven by T7 RNA polymerase for protein expression. The cells were
grown at 37°C until the optical density at 600 nm reached 0.6. Protein expression
was induced by 0.5 mM isopropyl-B-p-thiogalactopyranoside. The cells were
further grown at 20°C overnight. The S282T mutant RdRp was created by using
the QuikChange mutagenesis kit (Stratagene). The sequences of both the wild
type and the S282T clone were verified by DNA sequencing. The enzyme was
purified by metal affinity chromatography with Talon resin (Clontech). Deoxy-
cytidine kinase (dCK), uridine-cytidine kinase 1 (UCK-1), UMP-CMP kinase
(YMPK), and nucleoside diphosphate kinase (NDPK) were cloned, expressed,
and purified as described previously (19). Human creatine kinases (isoforms BB,
MB, and MM), lactate dehydrogenase (LDH), and yeast 3-phosphoglycerate
kinase were purchased from Sigma (St. Louis, MO). Rabbit muscle pyruvate
kinase (PK) was obtained from MP Biomedicals (Solon, OH).

Other materials. PSI-6130 and 2'-fluoro-2'-deoxycytidine (2'-F-2'-deoxycyti-
dine) were synthesized in-house. 2’-Fluoro-2'-C-methylcytidine monophosphate
(PSI-6130-MP), PSI-6130-TP, 2'-fluoro-2'-C-methyluridine (PSI-6206), 2'-
fluoro-2'-C-methyluridine monophosphate  (PSI-6206-MP), 2'-fluoro-2'-C-
methyluridine diphosphate (PSI-6206-DP), and RO2433-TP were synthesized by
ChemCyte (San Diego, CA). 2'-C-Methylcytidine was synthesized by Expicor,
(Hyderabad, India). Other natural nucleosides/nucleotides were purchased from
Sigma. Zebularine [1-(B-p-ribofuranosyl)pyrimidin-2-one] was purchased from
Berry and Associates (Dexter, MI). [a-**P]JUTP was purchased from Perkin-
Elmer (Waltham, MA), and [?H]PSI-6130 was synthesized by Moravek Bio-
chemicals (Berea, CA). HCV subgenomic replicon RNA-containing Huh-7 cells
(clone A cells) were obtained from Apath, LLC (St. Louis, MO).

Preparation of 2'-deoxy-2'-fluoro-2’-C-methyluridine 5’-(phenyl methoxyala-
nyl phosphate). Phenyl methoxyalaninyl phosphorochloridate (1 g, 6.5 eq) dis-
solved in 3 ml of tetrahydrofuran was added to a mixture of 2'-deoxy-2'-fluoro-
2'-C-methyluridine (0.15 g, 1 eq) and N-methylimidazole (0.3 g, 8 eq) in 3 ml
tetrahydrofuran with vigorous stirring at room temperature, and then the reac-
tion mixture was stirred overnight. The solvent was removed by the use of
reduced pressure. The resulting crude product was dissolved in methanol puri-
fied by preparatory high-pressure liquid chromatography (HPLC) on a YMC

column (25 by 30 by 2 mm) with a water-acetonitrile gradient elution mobile
phase. The acetonitrile and water were removed under reduced pressure to give
the desired product, PSI-7672 (50.1 mg, 15.6%) (Fig. 1). "H nuclear magnetic
resonance (dimethyl sulfoxide-dg) & 1.20 to 1.27 (m, 6H), 3.58 (d,J = 16.0 Hz,
3H), 3.75 to 3.92 (m, 2H), 4.015 to 4.379 (m, 2H), 5.54 (t,J = 10.2 Hz, 1H), 5.83
to 5.91 (m, 1H), 6.00 to 6.16 (m, 1H), 7.18 (d,J = 8.0 Hz, 2H), 7.22 (s, 1H), 7.35
(t, J = 4.4 Hz, 2H), 7.55 (s, 1H), 11.52 (s, 1H); mass spectrometry, m/e 502
M+ 1"

Enzyme assays. CDA assays were performed with a Perkin-Elmer (Waltham,
MA) Lambda 35 spectrophotometer by monitoring the spectrum change from
cytidine to uridine. All assays were performed at 30°C in a reaction mixture (1
ml) containing 50 mM Tris-HCI (pH 7.5), various concentrations of nucleoside
substrate, and enzyme. The reactions were started by the addition of enzyme.
The final enzyme concentrations used with each substrate were 118 nM for
cytidine and deoxycytidine, 5.9 uM for PSI-6130, 6.5 wM for 2'-C-methylcytidine,
and 65 nM for 2'-F-2'-deoxycytidine. When cytidine and deoxycytidine were used
as the substrates, deamination was measured at a single wavelength at 282 nm
(change in € [Ag] = —3,600 M~! cm ™). When PSI-6130, 2'-fluorocytidine, and
2'-C-methylcytidine were used as the substrates, the reaction was measured at
various wavelengths, depending upon the substrate concentration. The Ag value
was determined at each wavelength: for PSI-6130, up to 100 wM, 282 nm (Ag =
—3,300); up to 1 mM, 291 nm (Ae = —1,330); up to 2 mM, 293.5 nm (Ae =
—680); and up to 5 mM, 297 nm (Ae = —219) After each assay, the rate of
decrease in the absorbance per minute was determined from the linear portion
of the kinetic trace. The rate of product formation was calculated on a molar
basis by dividing the change in absorbance by the appropriate Ae value, according
to Beer’slaw (4 = € - C - L, where A is the absorbance, C is the concentration, and
L is the light path length). The data were then entered into the GraFit program,
version 5 (Erithacus Software, Horley, Surrey, United Kingdom), where V/,,,, and
K,,, were determined by fitting to the Michaelis-Menten equation. The turnover
number (k) was calculated from the molar enzyme concentration and V,,,,, and
the catalytic efficiency was calculated by dividing k., by K,,,.

The DCTD assays were performed by using a spectrophotometric assay for the
natural substrate, dCMP, and an HPLC assay for PSI-6130-MP. The spectro-
photometric assay was essentially the same as the CDA assay described above.
The reactions were performed at 37°C, and the change in absorbance at 290 nm
(Ae = 1,694 M~ " cm™ ") was monitored. The final enzyme concentration was 9.3
nM. The reactions for the HPLC assay were initiated by adding 0.56 pg of
enzyme to a reaction mixture (500 wl) containing 50 mM Tris-HCI, pH 7.5, 2 mM
MgCl,, 20 mM B-mercaptoethanol, and the substrate at the indicated concen-
trations. The reaction mixtures were incubated at 37°C; and at 5, 10, and 20 min,
100 wl of the reaction mixture was removed and quenched with 3.5 to 3.8%
(wt/wt) HCL. Prior to HPLC analysis, each quenched sample was passed through
a YM-10 Microcon centrifugal filter unit (Millipore), stored at —20°C, and
analyzed within 24 h with a Perkin-Elmer (Waltham, MA) series 200 HPLC
system. Strong-anion-exchange HPLC was performed on a Whatman 10-pm
Partisil SAX column (Whatman, Maidstone, England) which was preequilibrated
with buffer A (0.02 M KH,PO,, pH 3.5). Elution of the nucleotides was accom-
plished with a 10-min linear gradient with from 0 to 10% buffer B (1 M KH,PO,,
pH 3.5) at a flow rate of 1.0 ml/min. The nucleotide substrate and product were
detected at 254 nm and were quantified on the basis of a standard curve of the
peak area versus the concentration.

All the kinase assays employed a coupled system with PK and LDH, and the
oxidation of NADH was monitored at 340 nm with a Lambda 35 UV/visible
spectrometer (Perkin-Elmer, Waltham, MA). Assays were performed at 25°C in
a 1-ml reaction mixture containing 64 mM Tris-HCI, pH 7.5, 3.8 mM EDTA, 180
mM KCI, 12.8 mM MgCl,, 24 mM (NH,),SO,, 1 mM ATP, 0.5 mM phos-
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TABLE 1. Deamination of PSI-6130 and PSI-6130-MP“

- kel Ky,
Enzyme Substrate Kear (s71) K, (M) (MMl] )
CDA Cytidine 54=+03 40£5 0.14
2'-Deoxycytidine 4802 41 £ 4 0.12
2'-F-2'-deoxycytidine 3804 27+8 0.14
2'-C-Methylcytidine? 0.18 = 0.02 3,100 = 600 0.000058
PSI-6130” 0.26 = 0.02 4,000 = 500 0.000065
DCTD DCMP 246 = 16 87 =22 2.8
PSI-6130-MP 0.82=0.07 2,000 = 300 0.0004

“ All values were determined by spectrophotometric assay, except that an
HPLC assay was used for the DCTD reactions with PSI-6130-MP.
® The highest concentration tested was 4 mM.

phoenolpyruvate, 0.1 mM NADH, 5 IU/ml PK, 13.8 IU/ml LDH, nucleoside
substrate, and kinase. The reaction rate with different concentrations of the
nucleoside substrate was determined for each enzyme, and steady-state param-
eters were calculated by using the GraFit program, version 5 (Erithacus Soft-
ware).

RdRp assays were performed by monitoring the de novo synthesis of RNA by
using a previously described method, with some modifications (19). A steady-
state reaction was performed at 27°C in a total volume of 140 wl containing 2.8
pg of unprimed minus internal ribosomal entry site RNA template, 140 U of
anti-RNase (Ambion), 2.8 pg of NS5B, various concentrations of natural and
modified nucleotides, 5 mM MgCl,, and 2 mM dithiothreitol in 50 mM HEPES
buffer, pH 7.5. In order to determine the K; for PSI-6130-TP, the concentrations
of UTP, GTP, and ATP were fixed at 10, 100, and 100 wM, respectively, and the
32p_labeled CTP and PSI-6130-TP concentrations were varied. For the experi-
ment with RO2433-TP, the CTP, ATP, and GTP concentrations were fixed at 10,
100, and 100 M, respectively, and the 3*P-labled UTP and RO2433-TP con-
centrations were varied. At the desired times, 20-pl aliquots were taken and the
reaction was quenched by mixing 80 pl of stop solution containing 12.5 mM
EDTA, 2.25 M NaCl, and 225 mM sodium citrate into the reaction mixture.
Quantification of the product and data analysis were performed as described
previously (19).

Cell metabolism assay. Clone A cells (Apath, LLC) were seeded into a six-well
plate in Dulbecco modified Eagle medium supplemented with 10% fetal bovine
serum. After an overnight incubation to allow cell attachment, the cells were
exposed to 5 uM [PH]PSI-6130 (21.3 Ci/mmol; 4000 dpm/pmol) in the presence
or the absence of different concentration of zebularine for 48 h at 37°C in a 5%
CO, atmosphere. The cell culture medium was then removed, and the cell layer
was washed three times with cold phosphate-buffered saline. After trypsinization,
the cells were counted, resuspended in 1 ml of cold 60% methanol, and incu-
bated overnight at —20°C. The samples were centrifuged at 14,000 rpm for 5 min,
and the supernatant was collected and dried under a gentle filtered nitrogen flow
and then stored at —20°C. The residues were resuspended in 100 pl of water, and
50-pl aliquots were injected into the HPLC column. PSI-6130 and its metabolites
were separated by ion-exchange HPLC with a Whatman 10-um SAX column
(Whatman, Maidstone, England) and a series 200 HPLC system (Perkin-Elmer,
Waltham, MA). The mobile phase consisted of buffer A and buffer B. Elution
was performed by using a linear gradient of buffer B from 0 to 100% for 90 min.
The radioactivity was analyzed by using a 610TR radiometric flow scintillation
analyzer (Perkin-Elmer, Waltham, MA). All phosphorylated derivatives of PSI-
6130 and RO2433 were detected (Fig. 1), and the retention time of each radio-
labeled phosphate species corresponded to the retention times of the unlabeled
reference compounds.

HCYV replicon assay. The HCV replicon assay was performed as previously
described by Stuyver et al. (23). Briefly, 25 pl of threefold serial dilutions of
PSI-6130 was added alone or in combination with 100 wM zebularine to each
well of a 96-well plate. Clone A cells and clone A S282T cells, which were derived
by sequential passaging in the presence of 2'-C-methyladenosine (22) and which
contain the S282T mutation in the HCV RdRp, were added to the 96-well plate
at 1,500 cells/well in 50 pl of medium without G418 (Geneticin; Invitrogen,
Carlsbad, CA). After the plates were seeded, they were incubated at 37°C in a
5% CO, atmosphere for 4 days. Replicon RNA was extracted and amplified by
use of a single-step multiplex reverse transcription-PCR (RT-PCR) protocol as
described previously (23). Antiviral activity was determined by subtracting the
average threshold RT-PCR cycle (C7) of the test compound from the average C,
of the no-drug control (AC; ycv). A AC, value of 3.3 equals a 1-log reduction
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(equal to the 90% effective concentration [ECy]) in replicon RNA levels. The
cytotoxicities of the test compounds were also determined by calculating the AC-
for rRNA (AC7 gna)-

RESULTS

Deamination of PSI-6130 and PSI-6130-MP. CDA catalyzes
the hydrolytic deamination of various cytosine nucleosides to
the corresponding uracil nucleosides. Our results showed that,
compared to cytidine and deoxycytidine, PSI-6130 and 2'-C-
methylcytidine were both poor substrates for human CDA.
The K, value determined for PSI-6130 was approximately
100-fold higher than the values determined for cytidine and
deoxycytidine, and the k_,, value for PSI-6130 was more than
20-fold lower than the values for cytidine and deoxycytidine
(Table 1). On the basis of the k., /K,, (catalytic efficiency)
value, PSI-6130 was approximately 2,000-fold less efficient than
cytidine and deoxycytidine as a substrate for human CDA. A
similar difference was seen with 2'-C-methylcytidine. 2'-Deoxy-
2'-fluorocytidine was also tested and was shown to be a sub-
strate for human CDA (Table 1). The k,,/K,, value for 2'-F-
2'-deoxycytidine (0.14 pM ™! s™%) was very similar to that for
cytidine and 2’'deoxycytidine. The difference in catalytic effi-
ciency between PSI-6130 and 2'-C-methylcytidine and cytidine,
deoxycytidine, and 2'-deoxy-2'-fluorocytidine suggests that the
2'-C-methyl group was responsible for the decrease in enzyme
efficiency.

In vitro metabolism studies revealed that, in addition to the
formation of PSI-6130-TP in cells treated exogenously with the
nucleoside, the S5'-triphosphate of the uridine congener,
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FIG. 2. HPLC chromatograms of extracts of clone A replicon cells
incubated for 48 h with PSI-6130 in the absence of zebularine (top
panel) and in the presence of 10 pM (middle panel) and 50 uM
(bottom panel) zebularine. Peaks were identified from the chromato-
grams of the standards. The PSI-6130-MP and RO2433-MP peaks
were close to the background levels, with retention times of 8.57 min
and 11.83 min, respectively.
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TABLE 2. Anti-HCV replicon activity of PSI-6130, RO2433,
and PSI-7672

i ECy (nM)
Replicon
PSI-6130 R0O2433 PSI-7672
Wild type 49+12 >100 1605
S282T 23.8 3.4 >100 347145

R0O2433, was also formed (16) (Fig. 2). Since RO2433 was
inactive in the replicon assay (5) (Table 2) and the compound
was not a substrate for UCK-1, dCK, or thymidine kinase 1 or
2 at concentrations up to 1 mM (data not shown), we explored
the possibility that deamination was occurring at the mono-
phosphate level and was possibly catalyzed by DCTD. Deami-
nation studies were performed with PSI-6130-MP and purified
human DCTD, and the steady-state kinetic parameters for
each are shown in Table 1. PSI-6130-MP was a weak substrate
for DCTD; the compound had a significantly lower affinity
compared to that of the natural substrate, dCMP, with K,,
values of 2.0 = 0.3 mM and 0.087 = 0.022 mM, respectively.
The k., for PSI-6130-MP was approximately 300-fold lower
than the k., for dCMP, and the overall catalytic efficiency
(k.i/K,,) for PSI-6130-MP was 6,900-fold lower than that for
dCMP.

Phosphorylation of R02433 derivatives. Since in vitro
metabolism studies showed that RO2433 monophosphate
(RO2433-MP), RO2433 diphosphate (RO2433-DP), and
RO2433-TP were formed in cells treated with PSI-6130 (16)
(Fig. 2), we examined the abilities of several kinases to use
R02433-MP and RO2433-DP as substrates. As shown in Table
3, RO2433-MP was phosphorylated to the diphosphate by
YMPK at an approximately 200-fold lower catalytic efficiency
than it was by the natural substrate, UMP. The next phosphor-
ylation step, RO2433-DP to the RO2433-TP, was catalyzed by
NDPK (Table 4). The k.,/K,, value for RO2433-DP was 20-
fold lower than that for UDP. Creatine kinase, 3-phosphoglyc-
erate kinase, and PK are also candidates for the enzyme re-
sponsible for the phosphorylation of RO2433-DP, as these
kinases are known to phosphorylate nucleoside diphosphates.
The phosphorylation of RO2433-DP was tested with different
isoforms of creatine kinase (MM, MB, and BB), 3-phospho-
glycerate kinase, and PK. No activity was observed with the
three isoforms of creatine kinase or 3-phosphoglycerate kinase
at 200 pM RO2433-DP (data not shown). RO2433-DP was a
weak substrate for PK. It was not possible to determine the K,
and k_,, values for RO2433-DP due to the very low affinity of
R0O2433-DP for PK. However, on the basis of the reaction
rates with low concentrations of RO2433-DP, the k_,/K,,, ratio
was estimated to be roughly 0.004, which was approximately
10-fold lower than that with NDPK.

TABLE 3. Phosphorylation of RO2433-MP by YMPK

Substrate Kear (71 K, (uM) (Hl;;i”,’/lli",l)
UMP* 815 151 =31 0.54
RO2433-MP 79 +05 870 = 100 0.0091

“ The values for UMP are taken from reference 19.
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TABLE 4. Phosphorylation of RO2433-DP by NDPK

Substrate Keat (571 K,, (uM) (H];j[”l/{i’i )
UDP 145+ 7 156 = 25 0.93
R0O2433-DP 27 +2 585 + 104 0.046

Effects of zebularine on the metabolism and activity of PSI-
6130 in wild-type and S282T mutant replicon cells. To provide
further evidence that DCTD is involved in the metabolism of
PSI-6130-MP to R0O2433-MP, cell metabolism studies were
performed with clone A replicon cells and the DCTD inhibitor
zebularine. The clone A cells were incubated for 48 h with 5
uM [PH]PSI-6130 in the presence or absence of 10, 50, or 100
nM zebularine. Zebularine is phosphorylated to the corre-
sponding 5’-monophosphate, which is a potent inhibitor of
DCTD (10, 17). HPLC analysis of the extracts prepared from
the clone A replicon cells showed that the levels of the 5'-
mono-, -di-, and -triphosphate derivatives of R0O2433 de-
creased in the zebularine-treated cells and that the levels of
PSI-6130-MP, PSI-6130 5’-diphosphate (PSI-6130-DP), and
PSI-6130-TP showed a marked increase compared to the levels
in the untreated control cells (Fig. 2; Table 5). There was no
effect on the levels of the natural ribonucleoside triphosphates
in the zebularine-treated cells compared to those in the control
cells treated with PSI-6130 in the absence of zebularine (data
not shown).

In an attempt to ascertain the contribution that RO2433-TP
makes to the activity of PSI-6130, the EC,, for PSI-6130 was
determined in the replicon assay in the presence and absence
of zebularine by using the wild-type clone A and the S282T
mutant replicon. Because zebularine, at a concentration of 100
M, significantly increased the amount of PSI-6130-TP in the
clone A replicon cells, it was believed that zebularine might
affect the activity of PSI-6130 in the replicon assay and there-
fore might provide some insight into the contribution that each
metabolite might make to the overall activity of PSI-6130. In
the absence of zebularine, the EC,, for PSI-6130 was 4.9 = 1.2
wM. However, when PSI-6130 was assayed in the presence of
zebularine, the EC,, for PSI-6130 was reduced 2.3-fold to
2.1 £ 0.4 pM. Similarly, when PSI-6130 was assayed with the
S282T mutant replicon, the ECy, was 23.8 = 3.4 pM, and in
the presence of zebularine, the EC,, for PSI-6130 was 8.9 =
1.9 wM. Zebularine itself showed no activity in the replicon
assay (ECyy, >400 M) and was not cytotoxic (50% cytotoxic
concentration, >400 wM).

Inhibition of HCV RdRp by PSI-6130-TP and RO2433-TP.
Because high levels of RO2433-TP were present in cells
treated with PSI-6130, it was of interest to see if RO2433-TP
inhibits the HCV RdRp. Steady-state competitive inhibition
assays were performed with both the wild-type and the S282T
mutant enzymes. The S282T mutation is known to confer re-
duced sensitivity to 2'-hydroxy-2'-C-methyl nucleosides (18).
As shown in Table 6, RO2433-TP inhibited the wild-type and
the S282T HCV RdRp enzymes, with K; values of 0.42 and 22
M, respectively. PSI-6130-TP was a more potent inhibitor of
the wild-type and S282T mutant polymerases than RO2433-
TP. In addition, the S282T mutation had a significantly greater
impact on the activity of RO2433-TP (23.7-fold change) than
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TABLE 5. Effects of zebularine on PSI-6130 metabolism

Concen (pmol/10° cells)

Zebularine PSI-6130 nucleotide R02433 nucleotide
conen (uM) Total TP
MP DP TP MP DP TP
0 0.65 = 0.20 330 = 0.97 11.53 + 0.70 0.79 = 0.34 4.79 + 1.79 11.51 + 0.25 23.04
50 1.04 = 0.22 5.48 = 1.01 28.62 = 6.66 0.27 + 0.07 133 + 0.19 5.62 = 0.06 34.24
100 1.26 = 0.33 6.61 = 0.24 31.74 = 1.24 0.22 = 0.05 0.88 = 0.15 3.53 £ 0.38 35.27

on that of PSI-6130-TP (7.5-fold) against the HCV RdRp with
the S282T mutation compared to that against the wild-type
HCV RdRp.

Anti-HCYV replicon activity of the phosphoramidate prodrug
of RO2433. As stated above, RO2433 was inactive in the rep-
licon assay when clone A cells were treated with the com-
pound. To demonstrate the intrinsic ability of RO2433 to in-
hibit HCV RNA replication in the replicon assay if RO2433
was delivered to cells as the monophosphate, we treated clone
A cells with the phosphoramidate of R0O2433, 2'-deoxy-2'-
fluoro-2’-C-methyluridine 5’-(phenyl methoxyalanyl phos-
phate) (PSI-7672). As shown in Table 2, an EC,, value of
1.62 £ 0.54 pM was obtained for this compound. To demon-
strate that the end product, RO2433-TP, was formed in clone
A cells treated with PSI-7672, clone A cells were incubated
with the compound for 24 h. Extracts were prepared and an-
alyzed by liquid chromatography/mass spectrometry to detect
the presence of RO2433-MP and RO2433-TP. We found that
PSI-7672 was indeed converted to RO2433-MP and subse-
quently to RO2433-TP (data not shown). We then tested PSI-
7672 for its activity against the S282T mutant replicon, which
confers reduced sensitivity to 2’-hydroxy-2'-C-methyl nucleo-
side analogs. The S282T mutant replicon demonstrated an
EC,, value of 34.77 = 14.5 uM (Table 2).

DISCUSSION

PSI-6130 is a potent and specific inhibitor of HCV RNA
synthesis in clone A replicon cells. We previously reported that
the phosphorylation of PSI-6130 to the corresponding 5'-
triphosphate was catalyzed by enzymes of the deoxycytidine
salvage pathway (19) (Fig. 3). PSI-6130 was shown to be a
substrate for dCK, and subsequent phosphorylation to the 5’-
di- and -triphosphates was catalyzed by YMPK and NDPK,
respectively. Both the wild-type and the S282T mutant HCV
RdRp enzymes were inhibited by PSI-6130-TP in enzyme in-
hibition studies (19). However, RdRp containing the S282T
mutation showed 7.5-fold reduced sensitivity to PSI-6130-TP
compared to that of the wild-type enzyme, on the basis of their
respective K;/K,,, ratios.

Cell-based metabolism studies performed by Ma et al. (16)
with primary human hepatocytes showed that a second path-
way is involved in the metabolism of PSI-6130. These studies
revealed that the exposure of cells to PSI-6130 resulted not
only in the formation of PSI-6130-TP but also in the formation
of RO2433-TP (16). Ma et al. (16) demonstrated that
RO2433-TP had a significantly longer half-life (38 h) than
PSI-6130 (4.7 h). Here we show that, like primary hepatocytes,
PSI-6130 is metabolized to both PSI-6130-TP and RO2433-TP
in clone A replicon cells (Fig. 2; Table 5). Although PSI-6130
was a poor substrate for human CDA, it was nevertheless
deaminated by the enzyme to the corresponding uridine con-
gener. However, RO2433 was not found to be active in the
replicon assay (5) (Table 2) unless it was delivered as a mono-
phosphate prodrug (Table 2). This finding was consistent with
the enzymatic data, which showed that RO2433 was not a
substrate for any of the pyrimidine kinases and therefore
would not be subsequently anabolized to the 5'-triphosphate.
Since RO2433-MP, -DP, and -TP were detected in the cell-
based metabolism studies (16) (Fig. 2; Table 5) and because
there are no known deaminases that specifically deaminate
CDP, CTP, dCDP, dCTP, or analogs thereof in mammalian
cells, the route to the uridine nucleotides most likely involved
the deamination of PSI-6130-MP by DCTD. Enzymatic studies
with purified human DCTD showed that this enzyme is capable
of deaminating PSI-6130-MP to RO2433-MP. This enzyme is
believed to be involved in regulating the intracellular concen-
trations of dCTP and dTTP for DNA synthesis, as the enzyme
is activated in the presence of dCTP and is inhibited by dTTP
(13, 17). Our enzyme kinetic study was performed in the ab-
sence of any activators or inhibitors for comparison reasons.
Additional studies will be required to determine if the deami-
nation of PSI-6130-MP is affected by various triphosphates,
including PSI-6130-TP and RO2433-TP. Further evidence that
DCTD can convert PSI-6130-MP to RO2433-MP came from
cell-based metabolism studies, which showed that the incuba-
tion of cells with PSI-6130 in the presence of zebularine, a
potent inhibitor of DCTD (10, 17), resulted in a significant
decrease in the level of RO2433-TP and a concomitant in-
crease in the level of PSI-6130-TP. Nevertheless, these results

TABLE 6. Inhibition of wild-type and S282T HCV RdRp enzymes by PSI-6130-TP and RO2433-TP

Wild type S282T Fold
Substrate b a
K; (1M) K, (nM) KK, K; (nM) K, (nM) KK, resistance

PSI-6130-TP 0.059 = 0.011 0.074 £ 0.014 (CTP) 0.80 0.31 = 0.05 0.052 £ 0.008 (CTP) 6.0 7.5

RO2433-TP 0.42 = 0.04 0.068 = 0.007 (UTP) 6.2 22 +2 0.15 = 0.01 (UTP) 147 23.7

“ Fold resistance = (K;/K,,, for mutant)/(K/K,,, for wild type).
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FIG. 3. Proposed metabolic pathway for PSI-6130. The kinetic values for the phosphorylation of PSI-6130, PSI-6130-MP, and PSI-6130-DP are

from previously published data (19).

do not preclude the possibility that another enzyme(s) that is
sensitive to inhibition by zebularine may exist in cells and is
capable of deaminating PSI-6130-MP.

YMPK, the enzyme responsible for phosphorylating UMP,
CMP, and dCMP, phosphorylates PSI-6130-MP to PSI-
6130-DP (19). Here we showed that YMPK also phosphory-
lates RO2433-MP to the corresponding diphosphate but with
an approximately 200-fold lower catalytic efficiency than that
of UMP. The last step in the activation pathway is the phos-
phorylation of RO2433-DP to the corresponding 5'-triphos-
phate. Our enzymatic studies suggest that NDPK catalyzes this
step in the metabolic pathway. The phosphorylation of
R0O2433-DP to the triphosphate showed a 20-fold lower cata-
Iytic efficiency than that of UDP. Figure 3 summarizes the
overall metabolic pathway for PSI-6130.

A steady-state kinetic analysis of the inhibition of the 21-
amino acid C-terminal truncated wild-type NS5B and S282T
mutant enzymes was performed with both PSI-6130-TP and
RO2433-TP. The K; value for RO2433-TP was significantly
higher than the K; value for PSI-6130-TP for the wild-type
(7-fold) and S282T (71-fold) RdRp enzymes. These results
were consistent with those in a recent report by Ma et al., in
which RO2433-TP showed a sixfold higher K; than PSI-
6130-TP (16). The K;/K,, ratios were approximately 8- and
25-fold higher for RO2433-TP with the wild-type and the
S282T mutant enzymes, respectively. Therefore, it is possible
that the contribution to the inhibition of HCV replicon RNA
synthesis provided by PSI-6130-TP is greater than that pro-
vided by RO2433-TP. There was a 24-fold difference in the
K;/K,, ratios between the wild-type and mutant enzymes with
RO2433-TP, where the difference was only 7.5-fold for PSI-
6130-TP. This result suggests that the reduced sensitivity in the
replicon assay, due to the S282T substitution, is the result of a
greater contribution by RO2433-TP than by PSI-6130-TP. The
kinetic values reported here are significantly different from
those reported previously (19). This could be due to differences
in the amino acid sequence compared to the consensus se-
quence and/or a change in our assay conditions. Our previous
RdRp clone contained four different amino acids, Arg20,
Phe182, Thr215, and Gly402, compared to the consensus wild-
type sequence Lys20, Leul82, Met215, and Arg402. Thus,

those residues were also changed back to the consensus se-
quence. The changes in these residues may have affected the
activity of the enzyme, as the new enzyme showed significantly
higher levels of activity than the previous one. Previously, our
reaction buffer contained both 1 mM MgCl, and 0.75 mM
MnCl,, but in this study, we used a buffer that contained 5 mM
MgClL,. It is known that divalent metal ions can significantly
affect the kinetics of RdRp (1, 9, 15). Experiments were per-
formed in the presence of either magnesium ion or manganese
ion, and the results showed that the K, value for natural
nucleoside triphosphate was significantly higher in a buffer
containing manganese than in one containing magnesium
(data not shown). In addition, we have used an enzyme from an
improved expression system with a different cloning vector.
Therefore, the difference in the kinetic values from the previ-
ous study may be due to the amino acid changes in our original
clone from that of the consensus sequence and/or our changes
in the reaction conditions.

Cell-based metabolism studies demonstrated that the forma-
tion of RO2433-TP can be inhibited when cells are incubated
with PSI-6130 in the presence of the DCTD inhibitor zebu-
larine. Since our polymerase studies showed that RO2433-TP
was less active than PSI-6130-TP against wild-type RdRp and
the S282T mutant RdRp, clone A replicon cells and S282T
mutant replicon cells were incubated with PSI-6130 in the
presence and absence of zebularine to determine what effect a
reduction in the level of RO2433-TP and an increase in the
level of PSI-6130-TP might have on the activity of PSI-6130 in
these replicon assays. The results of these studies suggest that
in the replicon assay the cytidine metabolite is a more potent
inhibitor of HCV RNA synthesis than the uridine metabolite.
This finding correlates well with the results from the steady-
state kinetic studies with both the wild-type and the S282T
mutant RdRp enzymes. Comparison of the K;/K,, ratios for
PSI-6130-TP and RO2433-TP showed that PSI-6130-TP was
an 8- and 29-fold better inhibitor of the wild-type and the
S$282T mutant enzymes, respectively, than the triphosphate of
the uridine metabolite.

In conclusion, PSI-6130 is a unique compound that gives rise
to two molecules that are potent inhibitors of the HCV RdRp.
Given that the bases of the two active triphosphate metabolites
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are structurally different (cytidine versus uridine), it could be
suggested that PSI-6130 provides a novel mechanism for de-
livering a combination therapy. To date, it has been difficult to
select for replicons with reduced sensitivity to PSI-6130 in
passaging experiments. Therefore, it is enticing to speculate
that in the clinic, the provision of two structurally different,
active metabolites may increase the genetic barrier which the
virus must overcome to achieve resistance, thus preventing or
slowing the emergence of resistant virus. We continue to study
the mechanism of action of PSI-6130 to try to elucidate the
role that this combination of metabolites plays in the activity of
the compound and in the emergence of resistance.
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